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Figure 2. Highly Enriched Tumor Targets 
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ICT1024, a growth factor receptor like protein 
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ICT1025, a tumor reject antigen 
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Figure 7 
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Figure 9. 

Apoptosis Activity Induced by ICT-1024 siRNA 
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Rgure io. SAGE/MicroaiTay Data 



CGAP SAGE 
Expression Data 
and Correlation: 
ICT1024 has 
significantly 
positive correlation 
with other breast 
cancer genes 



Gene 
1CT1024 



TPC2 

0LFM3 

TDG 

ARHGAP12 

FU10210 

JM1 

SEC15L 

2WF292 

L0C51277 

PINK1 

CL1PR-39 

L0C9WL13 

C14orfll4 

CHN1 

FBX029 

IDH3A. . . 

L0C255798 

KISS 

HYT1L 



p<= 



IliiSIIililll 



i o : HI 2 . 

Positive Correlations 
0.78 3.56e-OS 
0.74 2.55e-03 
0.73 1.62e-Oljf 
0.72 1.22e-03. 
0.71 4.38e-03[.^ i- 
0.71 9.66e-03 
0.71 7.25e-04|. 
0.69 9.20e-03; 
0.69 3.28e-03.' E 
0.69 2.86e-02j^ 

Negative Correlations 
-0.61 4.20e-03 
-0.60 1.92e-02 
'-0.59 5.99e-01 
-0.59 7.33e-02 
-0.58 3.72e-02; 
-0.58 3.08e-01 
-0.58 7.66e-03 
-0.57 6.10e-01 
-0.57 5.16e-02 
-0.37 2.35e-01 





f 

WO 2004/089284 



7/66 



PCT/US2004/010059 



Rgure 11 Cancer Tissue Distribution 
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ICT1024 is highly up regulated in all Stage I Breast Tumor samples (100%) 
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Figure 14 Function Domain Homology 

ICT-1024, A Novel Member of Rhomboid Family 
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Activation of EGFRs and ligands 

Figure 16. 

ICT-1024 Intramembrane Protease Activity 




Refer to Koonifl EV, et al. Genome Biology, 2003 
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Figure 17. 
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Figure 20. 
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Figure 21. 
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Figure 22. 
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Figure 23. 




Figure 24 
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Figure 52. HLA peptide motif search results 



User Parameters and Scoring Information 


liicLiiuu tscicuLcu. 10 iirriit nuniDer ox results 


explicit 
number 


number of results requested 


20 


HLA molecule type selected 


A 0201 


length selected for subsequences to be scored 


9 J 


echoing mode selected for input sequence 


Y J 


echoing format 


numbered lines 


length of user's input peptide sequence 


803 


number of subsequence scores calculated 


795 


number of top-scoring subsequences reported back in scoring output 

table 


20 



Scoring Results 


Rank 


Start j 
Position^ 


Subsequence 
Residue Listing * 


Score (Estimate of Half Time of Disassociation 
of a Molecule Containing This Subsequence) 


m 


425 j 


MMPKYLNFV 


1080.239 


=> i 


410 j 


KLYVRRVFI 


642.660 


3 


557 


RLLKKGYEV 


257.342 


Li ..! 


203 


FLVADKVIV 


L 131.175 


_ 5 ..i 


144 j 


LLHVTDTGV 1 


118.238 : 


6 i 


547 


KEAESSPFV • 


106 . 738 


; 7 1 


639 1 


RLTESPCAL 1 

l - — 1 


| 87.586 | 


|[_8 


381 | 


VTFKSILFV 


76.863 j 


[ 9 


3 | 


ALWVLGLCC 


41.234 j 


|_10 


6 


VLGLCCVLL j 


36.316 | 


|_11 


189 


SELIGQFGV 


29.023 


12 


. 7 ±LJ 


RMLRLSLNI 


27.879 ! 


13 


4 f>l_J 


LQQHKLLKV j 


27.573 J 


14 


2 _ 80 .. 1 


YVWSSKTET 


24.895 j 


15 


259 


LELDTIKNL 


24.638 | 


16 


417 | 


FITDDFHDM 


( 24.478 J 


17 


467 j 


KTLDMIKKI 


17.695 J 


18 


4 63 ! 

J 


KLVRKTLDM 


17.388 ~~ j 



WO 2004/089284 



61/66 



PCT/US2004/010059 



19 | 


429 


YLNFVKGW 


17 . 053 


20 | 


197 


VGPYSAFLV 


16 .564 



WO 2004/089284 



62/66 



PCT7US2004/010059 



Figure 53. Suggested models for transmembrane topology for ICT1025 

> STRONGLY prefered model: N-terminus inside 

2 strong transmembrane helices, total score : 2962 

# from to length score orientation 

1 3 19(17) 2034 i-o 

2 191 212(22) 928 o-i 

> alternative model 

2 strong transmembrane helices, total score : 2607 

# from to length score orientation 

1 3 19(17) 1929 o-i 

2 191 213 (23) 678 i-o 
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Figure 54.. "DAS" - Transmembrane Prediction server ICT 1025 
Potential transmembrane segments 
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Living Cell surface ELISA for screening 1025-antibody containing 
supernatants in MDA-MB-435 cells 
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Figure 55. Screening of ICT1025 mAb for surface binding activities in breast tumor 
cell 

The culture supernatants from 40 ICT1025 mAb secreting hybridoma clones were 
screened for the cell surface binding activities in MDA-MB-435 cells using a live, cell 
surface staining ELISA assay. Mouse IgG at various concentration were used as non- 
specific controls. The clones with the highest cell surfsce binding activities 
(Absorbance value) were selected for mAb purification. 
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Living Cell surface ELISA for screening 1025-antibody containing supernatants in 

HT29 cells 
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Figure 56. Screening of ICT1025 mAb for surface binding activities in colon tumor 
cells 

The culture supernatants from 40 ICT1025 mAb secreting hybridoma clones were 
screened for the cell surface binding activities in HT29 cells using a live cell surface 
staining ELISA assay. Mouse IgG at various concentration were used as non-specific 
controls. Also, the supernatants from 3 GST mAb secreting hybridoma clones (2H2, 
1H2, 3G3) were used as negative controls. The clones with the highest cell surfsce 
binding activities (Absorbance value) were selected for mAb purification. 
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Day Post Tumor Cell Inoculation 

Figure 57. Effect of inhibition of 1025 by antibody or siRNA on tumorigenesis and 
tumor growth. For antibody treatment, 5 million MDA-MB-435 cells were pre- 
incubated with 100 ug of 1025 mAb or Rat IgG in a total volume of 1ml culture 
medium at 37oC for 4 hours. After washing with PBS, the cells were inoculated into 
the Fat-pat of nude mice at 0.4 million cells per site. For siRNA treatment, 5 million 
MDA-MB-435 cells in were transfected with 10 ug of 1025 siRNA or GFP siRNA 
using electroporation, then cells were incubated in a total volume of 1ml culture 
medium at 37oC for 4 hours. After washing with PBS, the cells were inoculated into 
the Fat-pat of nude mice at 0.4 million cells per site. For control group, 5 million 
MDA-MB-435 cells were incubated in a total volume of 1ml culture medium at 37oC 
for 4 hours. After washing with PBS, the cells were inoculated into the Fat-pat of 
nude mice at 0.4 million cells per site. 



